Biallelic NF2 gene inactivation is frequently found in human malignant mesothelioma. In order to assess whether NF2 hemizygosity may enhance susceptibility to asbestos fibres, we investigated the Nf2 status in mesothelioma developed in mice presenting a heterozygous mutation of the Nf2 gene (Nf2 KO3/ þ ), after intraperitoneal inoculation of crocidolite fibres. Asbestos-exposed Nf2 KO3/ þ mice developed tumoural ascites and mesothelioma at a higher frequency than their wild-type (WT) counterparts (Po0.05). Six out of seven mesothelioma cell lines established from neoplastic ascitic fluids of Nf2 KO3/ þ mice exhibited loss of the WT Nf2 allele and no neurofibromatosis type 2 protein expression was found in these cells. The results show the importance of the NF2 gene in mesothelial oncogenesis, the potential association of asbestos exposure and tumour suppressor gene inactivation, and suggest that NF2 gene mutation may be a susceptibility factor to asbestos.
Introduction
Malignant mesothelioma (MM) is a severe disease, mainly related to asbestos exposure. Presently, there is a need for information about genetic bases underlying mesothelial tumorigenesis. Biallelic inactivation of tumour suppressor genes is an important step in the neoplastic transformation process of mammalian cells (Grander, 1998) . Investigations of tumour suppressor gene status in human MM showed P53 mutations in a limited number of cases and frequent somatic inactivation of P15/CDKN2B, P16/CDKN2A, and NF2 (Lechner et al., 1997; Hirao et al., 2000) . Whereas P15/ CDKN2B and P16/CDKN2A are inactivated in a variety of human tumours, inactivation of the NF2 gene has been found in a few tumour types. As asbestos fibres are the main risk factor to cause mesothelioma, a link between NF2 inactivation and asbestos exposure may be suggested.
In humans, hemizygosity for NF2 gene mutations causes neurofibromatosis type 2 (NF2), a genetic condition predisposing mainly to the development of multiple schwannomas, and meningiomas, but not mesotheliomas. However, NF2 patients exposed to asbestos might be at a higher risk to develop mesothelioma, as recently suggested by Baser et al. (2002) in a case report study. Moreover, Pylkkanen et al. (2002) reported allele losses preferentially involving the NF2 gene, in human MM.
NF2 is a tumour suppressor gene encoding schwannomin (or merlin), a protein that might participate in signal transduction of external stimuli influencing cell growth. This protein links the hyaluronic acid (HA) receptor, CD44, to the cortical actin. In MM, it is suggested that HA and CD44 participate in the proliferation of MM cells (Asplund and Heldin, 1994) . Moreover, as recently shown, the requirement of CD44 for hepatocyte growth factor (HGF)/c-Met signalling has been recently demonstrated (Orian-Rousseau et al., 2002) . Interestingly, HGF/c-Met has been considered as an autocrine loop in the control of MM cell proliferation (Harvey et al., 1996; Klominek et al., 1998) . Hence, NF2 appears to be possibly associated with pathways regulating proliferation of MM cells. In order to investigate the possible association of asbestos exposure and NF2 gene inactivation, we postulated that mesotheliomas would develop at higher frequency in heterozygous Nf2 mutant mice (Nf2 KO3/ þ ) exposed to crocidolite fibres than in wild-type (WT) mice.
Here we report that Nf2 KO3/ þ mice were more sensitive to asbestos than their WT counterparts and that six of seven mesothelioma cells obtained from tumoural ascites in these mice exhibited loss of heterozygosity at the Nf2 locus.
Results
The percentage of mice alive according to time postinoculation was significantly reduced in asbestosexposed mice in comparison with saline-treated mice in both WT and Nf2 KO3/ þ mice (Po0.001). There was no statistical difference in the survival time between the two types of mice in each group of treatment (data not shown).
Autopsies demonstrated the occurrence of peritoneal lesions such as adhesions and tumours in mice exposed to crocidolite, but not in saline controls, in agreement with previous results obtained in asbestos-treated rodents (Suzuki and Koyama, 1984; Pott et al., 1987; Smith et al., 1987; Davis et al., 1991; Roller et al., 1996) . In asbestos-treated mice, peritoneal nodules (16% in WT and 14% in Nf2 KO3/ þ mice) were observed mostly in association with adhesions (87.5% in WT and 88% in Nf2 KO3/ þ mice). Histological studies were carried out in 18 WT and 43 Nf2 KO3/ þ mice treated with crocidolite, and 13 WT and 19 Nf2 KO3/ þ saline-injected mice. The occurrence of peritoneal lesions in crocidolite-injected mice corresponding to fibrosis and tumours of the peritoneal wall was confirmed. Peritoneal inflammation or fibrosis was observed in both Nf2 KO3/ þ and WT mice injected with crocidolite. Diffuse fibrosis was found in about 90% of either Nf2 KO3/ þ or WT crocidolite-treated mice. The density of the peritoneal fibrosis varied from moderate, creating little adhesion between organs, to dense, leading to intestinal obstruction.
Tumours of the peritoneal wall were observed only in the crocidolite-treated mice. Nf2 KO3/ þ mice were more susceptible to develop tumours of the peritoneal wall than WT mice (Pp0.05) (Figure 1 ). Tumours were classified as epithelial, biphasic, or fibrous malignant mesothelioma, or as sarcomatoid proliferation (Figure 2a and b) . Of 23 malignant mesotheliomas (three WT, 20 KO), seven were epithelial, one biphasic, and 15 were with fusiform pattern. One sarcomatoid tumour with bone metaplasia was found in an Nf2 KO3/ þ mouse. All mesotheliomas were associated with fibrosis and some nascent tumours consisted in mesothelial proliferation located at the surface of the fibrosis. Nonperitoneal tumours were found both in controls and crocidolite-treated mice at the same frequency in WT and Nf2 KO3/ þ mice. Only lung carcinomas were more frequent in saline versus crocidolite-treated mice, but the difference was because of the longer lifetime of saline-treated mice in comparison with crocidolitetreated mice.
Ascite accumulation was found in both groups of crocidolite-exposed mice (eight WT, 35 Nf2 KO3/ þ ), but with a greater incidence in Nf2 KO3/ þ than in WT mice (Po0.006) (Figure 3 ). Tumoural ascites were more frequently associated with the epithelial and mixed histological mesothelioma subtypes than with the fusiform subtype. Ascites were also found in two salinetreated Nf2 KO3/ þ mice killed 518 and 688 days postinoculation, one with no detectable pathology and the other with an ovarian tumour.
Eight cell lines were established from neoplastic ascites of crocidolite-exposed mice (seven from Nf2 KO3/ þ and one from WT mice), and injected subcutaneously into nude mice. All nude mice developed tumours of fusiform pattern within 3-15 days after injection. The mesothelial origin of the cells was confirmed by the coexpression of cytokeratin and vimentin (Figure 2c and d) .
Genotypic analysis by PCR of mesothelioma cells obtained from ascites in Nf2 KO3/ þ mice showed loss of the WT Nf2 allele in six of seven analysed cell lines (85.7%). Culture 908 showed a faint band corresponding to the WT Nf2 allele, suggesting a heterogeneity of cells in this culture, while culture 905 had retained the WT allele ( Figure 4a ). Southern blot analysis confirmed the PCR results, as no LOH was detected in cell line 905 ( Figure 4b ).
RT-PCR analysis of Nf2 transcripts confirmed the genotypic results (Figure 5a and b). Amplification of Nf2 exons 1-5 showed the mutated transcript in all cell lines obtained from Nf2 KO3/ þ mice, and the WT transcript was detected only in cell lines 908 and 905. However, in agreement with the genotypic results, the band corresponding to the WT transcript was faint in the 908 cell line, and both Nf2 alleles were equally expressed in cell line 905.
Nf2 protein expression was studied by Western blot and immunoprecipitation analyses, using anti-Nf2-Nter (A19) and anti-Nf2-Cter (C18) rabbit polyclonal antibodies. As expected from the genotypic and RT-PCR results, Nf2 protein (70 kDa) expression was maintained only in the 905 cell line (Figure 5c and d). 
Discussion
The tumour suppressor gene, NF2, has been found to be frequently inactivated in mesothelioma (Bianchi et al., 1995; Sekido et al., 1995; Deguen et al., 1998) , indicating that the deregulation of the NF2 pathway can be involved in the neoplastic transformation of mesothelial cells. Mesothelioma is not a characteristic feature of NF2 patients, but one case of peritoneal mesothelioma in an NF2 patient exposed to asbestos has been recently reported (Baser et al., 2002) . The relation between asbestos exposure and incidence of MM suggests the role of asbestos exposure in biallelic NF2 inactivation. Hence, to determine the role of NF2 loss in mesothelial oncogenesis, we exposed hemizygous NF2 KO3/ þ mice to asbestos by intraperitoneal inoculation of crocidolite fibres. Although exposure by inhalation is a more physiological method to induce mesotheliomas in rodents, the pleural tumour yield is very low (Hesterberg et al., 1993; Mast et al., 1995) . Thus, intraperitoneal inoculation is an alternative method to induce mesotheliomas in rodents Cullen et al., 2000a, b; Adachi et al., 2001) and to investigate the phenotypic and genetic changes associated with mesothelial cell carcinogenesis (Unfried et al., 1997; Kociok et al., 1999; Sandhu et al., 2000) .
Data here are the first to show that asbestos-injected hemizygous Nf2 mutant mice are more susceptible to mesothelioma development than their WT counterparts and that asbestos fibres might play a role in biallelic NF2 gene inactivation.
In the present study, the injection of asbestos fibres in mice reproduced the pathological features observed in other experimental studies (Suzuki and Koyama, 1984) and in asbestos-exposed humans (Craighead and Kane, 1994) , that is, fibrosis, serosal effusions, and malignant mesotheliomas. Histological characteristics of peritoneal wall tumours were similar to those observed in human mesothelioma, but in contrast to the human situation, the fusiform pattern was more frequent. Similar results were obtained in experimental mesothelioma induced by fibres in conventional mice (Suzuki and Koyama, 1984) .
We found that all mesotheliomas were associated with fibrosis and some nascent tumours consisted in mesothelial proliferation located at the surface of the fibrosis. Fibrosis or inflammation has been thought to be a prerequisite of the occurrence of neoplasms by particles (Goodglick and Kane, 1986; Moalli et al., 1987) . A greater percentage of mesotheliomas was observed in the group of crocidolite-exposed Nf2 KO3/ þ mice, while fibrosis was found in the same proportion in both Nf2 KO3/ þ and WT mice. This suggests that tumorigenesis is not necessarily dependent on fibrogenesis or that mesothelial cells from Nf2 KO3/ þ mice are more sensitive to inflammatory factors involved in oncogenesis than mesothelial cells from WT mice.
Serosal effusions are also associated with asbestos exposure in humans. Here, ascites were mainly observed in crocidolite-exposed mice with or without evidence of malignant mesothelioma. Ascite formation may be attributed to the secretion of cytokines and angiogenic factors by activated macrophages and tumoural cells (Craighead and Kane, 1994; Shibuya et al., 1999) . Remarkably, vascular endothelial growth factor (VEGF) levels are significantly higher in pleural effusions secondary to mesothelioma in comparison with nonmalignant effusions (Zebrowski et al., 1999) , and mesothelial cells and malignant mesothelioma cells have been reported as a source of VEGF (Lee et al., 2002) . Heterozygous mutant Nf2 mice mainly develop osteogenic tumours (McClatchey et al., 1998) and only one mesothelioma was observed in a group of 16 Nf2 KO3/ þ mice (Giovannini et al., 2000) . All tumour types found in these mice showed loss of the WT Nf2 allele. In the present study, we did not score for bone tumour development but, similarly, genotypic analyses of mesothelioma cells demonstrated biallelic Nf2 inactivation in the majority of cell cultures obtained from Nf2 KO3/ þ mice. In the same vein, Vaslet et al. (2002) reported LOH in heterozygous p53 þ /À mice exposed to crocidolite. These results indicate that asbestos can inactivate tumour suppressor genes as it may be suggested from the clastogenic effects of crocidolite asbestos fibres.
Interestingly, one of seven cell cultures we obtained from Nf2 KO3/ þ mice did not exhibit loss of the WT Nf2 allele, suggesting that other genes could be affected in response to asbestos. In human MM, P15/CDKN2B and P16/CDKN2A are other tumour suppressor genes frequently mutated (Murthy and Testa, 1999) and P53 may be inactivated in some MM. This may also occur in murine MM, since Vaslet et al. (2002) demonstrated an accelerated progression of asbestos-induced mesotheliomas in heterozygous p53 þ /À mice. Further studies will be necessary to investigate other oncogenesis pathways in cells from Nf2 KO3/ þ mice. Interpretation of gene alteration in cell lines should be made with caution since these cells may have an unknown selection advantage during cultivation and may not be representative for the tumour. However, Bianchi et al. (1995) found a good similarity between NF2 mutations in mesothelioma cell lines and matched primary tumours. Moreover, in the present study, we used cultures at early passage, less than 10.
Loss of NF2 function appears to be an early event in schwannomas and meningiomas development (Gutmann, 2001 ). This might also be the case in mesothelioma since loss of chromosome 22, on which NF2 is located, has been observed in a preclinical stage of mesothelioma development in a patient previously exposed to asbestos (Hansteen et al., 1993) .
In conclusion, we have generated, by intraperitoneal inoculation of crocidolite asbestos fibres in heterozygous Nf2 KO3/ þ mice, malignant mesotheliomas that exhibit the pathophysiological features of the human disease. Inactivation of the WT allele in ascitic tumour cells confirms the role of Nf2 in mesothelial cell neoplasia and supports the relevance of this mouse model to human mesothelioma. Animal models of malignant tumours have been developed to identify carcinogens and the molecular pathways of oncogenesis, and to determine the value to anticancer drug therapies. Our mouse model of mesothelioma may be useful for these investigations.
Materials and methods

Animals
WT FVB/N and knockout Nf2
KO3/ þ mice (Giovannini et al., 2000) in the FVB/N background were used for the study. Mice were housed in rooms under positive pressure in an accredited facility, in polycarbonate cages, containing irradiated epicea hardwood bedding according to EU guidelines (EU Guidelines 86/609/EEC, 2001). Mice were fed with A04 (UAR, Epinay S/Orge, France) and provided with sterile water ad libitum. Room temperature was maintained at 231C and 60% humidity.
Heterozygous Nf2 KO3/ þ mice were intercrossed to obtain a sufficient number of WT and Nf2 KO3/ þ animals. Offspring was severed 21 days after birth, and distributed according to sex in WT and Nf2 KO3/ þ groups, following analysis of exon 3 polymorphism from tail DNA (Giovannini et al., 2000) .
Fibre characteristics
Crocidolite fibres were kindly provided by Thermal Insulation Manufacturers (TIMA, USA). The mean arithmetic length and diameter were 9.977.8 and 0.370.2 mm, respectively, according to TIMA data sheets.
Exposure
Fibres were weighed in low-pressure hood and suspended in sterile NaCl 0.9% solution at 10 mg/ml (first injection) and 6.6 mg/ml (second injection). Fibre homogenization was performed by sonication for 5 min, power 50 kHz, 20 W (Vibra cell, Bioblock, France). Intraperitoneal inoculation consisted in 300 ml injection of saline or fibres in control and exposed groups, respectively. Immediately after inoculation, a soft massage of the abdomen was made. On the basis of preliminary experiments, 2-3-month-old mice were exposed to 5 mg of crocidolite fibres in a lag time of 2 months. There were 44 WT and 55 Nf2 KO3/ þ mice in the exposed groups and 16 WT and 25 Nf2 KO3/ þ mice in the saline control groups.
Clinicopathology
The mice were observed weekly for clinical signs, morbidity, and mortality throughout the study. In preliminary studies, mice were individually weighed once a week during the first 6 months. However, body weight evolution did not permit to predict illness or death; thus this parameter was not taken into consideration later. Animals were euthanized by CO 2 inhalation (AVMA panel on euthanasia, 1993), when illness signs were detected. Those were cachexia, dyspnea, cyanosis (nose, tail), large increase in abdomen volume, or apparent tumour. All the killed animals were systematically necropsied. Macroscopic lesions like organ adherence, nodules, and ascites were noted. For histopathologic analysis, organs from the abdominal and thoracic cavities were fixed in formaldehyde solution (Carlo Erba Reactifs, Val de Reuil, France) for 24 h, and further processed for paraffin embedding. Five micrometer sections were stained by hematoxylin eosin and examined by two independent pathologists.
Establishment of cell lines from ascites
Ascites were aspired through a 19G1 1/2 needle-equipped syringe, collected in heparinized tubes (Vacutenersystem, sodium heparin, Polylabo, Ilkirch, France) and immediately dispensed into 12 wells cell culture cluster (Costar, Dutscher, Brumath, France) containing RPMI 1640 medium with glutamax and 25 mm HEPES, supplemented with 8% fetal calf serum, 50 IU/ ml penicillin and 50 mg/ml streptomycin, all from Life Technologies, Inc. (Cergy Pontoise, France). Plates were incubated at 371C in 5% CO 2 in air and scored daily for cell proliferation. Cells were routinely subcultured by detachment with a mixture trypsin: EDTA (0.25% trypsin, 0.02% EDTA in Ca 2 þ , Mg 2 þ -free Hank's balanced solution, Life Technologies) and transferred into 25 cm 2 tissue culture flasks (Costar). Confluent cultures were frozen in culture medium supplemented with 10% dimethyl sulphoxide and stored in liquid nitrogen. Analyses were carried out with cultures of less than 10 passages.
To characterize the cells growing from the ascite fluid, the expression of cytokeratin and vimentin was investigated since coexpression of both molecules is a specificity of mesothelial cells. Briefly, after detachment, cells were plated in 8-chamber Lab-Tek chamber slides (Nalge Nunc Intl; Polylabo, Strasbourg, France). When confluent, cells were washed with phosphate-buffered saline (pH 7.5), dried overnight, and fixed with cold acetone (À201C) during 10 min. Slides were stored in individual plastic bags at À201C.
Primary antibodies were rabbit polyclonal and mouse monoclonal antibodies against cytokeratin and vimentin, respectively, all from Dako (Trappes, France). Vimentin antibodies were biotynylated with Dako ARKt. Primary antibodies were diluted (1 : 100 cytokeratin, 1 : 50 vimentin) in PBS buffer (pH 7.4) and incubated with the cells for 1 h, at room temperature, in a wet atmosphere. After two rinses with PBS buffer, slides were incubated for 30 min either with alkaline phosphatase-conjugated goat anti-rabbit immunoglobulins (1 : 50) for cytokeratin, or with alkaline phosphataseconjugated streptavidin for vimentin (1 : 200) (Dako). The alkaline phosphatase activity was revealed with a mixture containing naphtol-AS-TR phosphate, levamisole, Fast Red, and dimethylformamide in a tris buffer (pH 8.2). Negative controls were carried out using normal rabbit serum and normal goat serum, both from Dako, for cytokeratin and mouse IgG1 (Dako) for vimentin.
Tumorigenesis of cell cultures in nude mice
To investigate the tumorigenic state of the cell cultures, 2 Â 10 6 cells were inoculated subcutaneously in Swiss nu/nu nude mice (Iffa Credo, L'Arbresle, France). Mice were observed weekly for the occurrence of tumour nodules.
Genotyping at the Nf2 locus
Genotypic analysis of Nf2 locus in mice was carried out on tail DNA by PCR analysis according to a method described elsewhere (Laird et al., 1991) . Briefly, tip tails were lysed in lysis buffer (100 mm tris pH 8.5, 5 mm EDTA, 0.2% SDS, 200 mm NaCl) and 100 ml/ml proteinase K overnight. DNA was precipitated in isopropanol, extracted, washed in 70% ethanol, and solubilized in tris-EDTA buffer (10 mm Tris-HCl, 0.1 mm EDTA, pH 7.5). PCR analysis was performed with a combination of primers P1 (5 0 -GCCTGCTCTTTACT-GAAGGCT-3 0 ), P2 (5 0 -CAGTGTGGAAGTGTTTGTGGT-3 0 ), and P3 (5 0 -GTGTTGGATCATGATGTTTCG-3 0 ). The Nf2 þ and Nf2 KO3 alleles were detected yielding 250 and 380 bp, respectively. PCR was carried out with a Perkin-Elmer (Gene Amp 9700) apparatus. After an initial denaturation step at 941C for 3 min, PCR reactions were carried out for 35 cycles including denaturation at 941C for 30 s, annealing at 551C for 30 s, and extension at 721C for 30 s. Extension during the final step was continued for 7 min. PCR products were separated on a 1.5% agarose gel and visualized by ethidium bromide staining.
For genotyping analysis of cell lines or control tissues, genomic DNA was extracted from confluent cultures or mouse kidney, as described elsewhere (Laird et al., 1991) . Genomic DNA (1 mg) was amplified with Taq DNA polymerase (Gibco BRL) using the combination of primers P1, P2 and P3.
Southern blot analysis
Nf2 loss of heterozygosity analysis was evaluated by Southern blotting of EcoRV/BamHI-digested genomic DNA and hybridization to the radiolabelled ( 32 P) 3 0 external probe A (0.5 kb-Kpn1-Xho1 fragment) (Giovannini et al., 2000) .
RT-PCR analysis
Total RNA was isolated from cells and WT and Nf2 KO3/ þ mouse brains (positive controls) using the RNA Plus Extraction solution (Q-BIOgene) according to the manufacturer's recommendations. Total RNA (1.5 mg) was reverse transcribed with oligodT (Promega) using the Superscript II RT kit (Gibco-BRL) following the manufacturer's recommendations. PCR was carried out using a primer set allowing the amplification of exons 1-5 (mEx1: 5 0 -CATGAGCTTCAGCT-CACTCAAGAGGAAG-3 0 and mEx5: 5 0 -ATCCCCGCTTG TGCACAGAGGGGTCATAG-3 0 primer set). After an initial denaturation at 41C for 2 min, 35 cycles were performed consisting of denaturation at 941C for 30 s, annealing at the appropriate temperature for 1 min, and extension at 721C for 1 min. The final extension step was continued for 5 min. b-actin amplification (primers from Stratagene) was used as a quantitative control. PCR products were analysed on a 1.5% agarose gel and visualized by ethidium bromide staining.
Western blot and immunoprecipitation analyses
Total proteins were extracted from cell lines and from WT or Nf2 KO3/ þ mouse brains using the RIPA buffer (Euromedex) containing protease inhibitors (Complete, Roche). Lysates were incubated for 30 min on ice and cleared by centrifugation for 15 min at 41C and 16 000 g. Protein concentration of the supernatants was assessed by Lowry dosing (Biorad). For Western blot analysis, 15 mg of protein was denaturated in Laemmli buffer by boiling 5 min and analysed on a reducing 10% SDS-polyacrylamide gel. Proteins were blotted to nitrocellulose membranes by electrotransfer. Membranes were blocked overnight at 41C, with 5% nonfat dry milk in PBS 1 Â supplemented with 0.05% Tween 20. Blots were incubated for 1 h at room temperature with rabbit polyclonal antibodies, anti-Nf2-Nter A19 antibody (0.01 mg/ml) (Tebu, Santa Cruz, USA), or anti-Nf2-Cter C18 antibody (0.04 mg/ml (Tebu, Santa Cruz, USA). After washing five times with PBS 1 Â , membranes were incubated with horseradish peroxidaseconjugated goat anti-rabbit immunoglobulin secondary antibodies (Tebu, Santa Cruz, USA) for 1 h at room temperature. After washing five times in PBS 1 Â , detection was performed by chemoluminescence (ECL, Amersham). For immunoprecipitation, 0.5 mg of protein extract was precleared by incubation with protein A-agarose beads (Sigma-Aldrich) for 2 h at 41C on a rotating wheel. Samples were incubated for 1 h at 41C on a rotating wheel with 0.1 mg of anti-Nf2-Cter C18 antibody and then for 2 h at 41C with protein A-agarose beads. Immunoprecipitates were washed two times with 1 ml of RIPA buffer and eluted in electrophoresis Laemmli buffer. Proteins were separated on an 8% SDS-polyacrylamide gel and blotted to nitrocellulose membranes by electrotransfer. Membranes were blocked overnight at 41C, with 5% nonfat dry milk in PBS 1 Â supplemented with 0.05% Tween 20, and then incubated for 1 h at room temperature with anti-Nf2-Nter A19 antibody (0.01 mg/ml). ECL detection of proteins was performed as for Western blot analysis.
Positive controls for NF2 expression studies were total protein extracts from WT or Nf2 KO3/ þ mouse brain, whereas total protein extracts from a human mesothelioma cell line, CORO, established in the laboratory (Deguen et al., 1998) , were used as negative control.
Statistical analyses
Comparison of tumour and ascite incidence between groups was made using Fisher's exact test after delays of 9, 12, and 18 months postexposure. Survivals were compared according to Kaplan Meier (Prism GraphPad Software, San Diego, USA) and LogRank test.
